[19] wxmmmmrm 



[12] Sffitttftftftftttiltf 

[21] 02103446.X 



[51 ] IntCf 

C12Q 1/68 

G01N 33/50 G01N 33/68 



[43] *HF0 2003 ^8 M 13 0 [11] 4>3F^ CN 1435488A 



[22] $i9H 


2002.2.1 [21] 02103446. X 


T741 #*J4£Sfclite J-JS^jf)|ffi^ s 


r 7J 171 


[71] fciffA 
















[72] «HA 

















[57] JffH 

4Xfl«X«fllSlll» DNA Sjt. 




02103446.X 



*j m mt =fs 



Jgl/23l 



ffM^Jt^T^^Pl^^lRl, fi^^HPffic^ 0. 03MMS0. 5MMifaJo 

n. &$*'Jg^ 10 ^&ffif?ffi£MMf4!t)f . 
MS. 
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13. £n&fijg# 10 »fiEW*iffgfl:SWSB»a^. Mf4f, 

14. $q#*ijg# i FmMmm&ttMMmmmn, ®ie 
i7. \6ffi&m&m&&mmi£z,-®ttmm.K, nnw&T, 

Mtt&MfrT PH9 M 11 

«— -MHfll W»ffiRT**Bl^lE^I^. SJt^H 1 ^ 0. 03MM £ 0. 5MM 2, 
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ift m % 



®%mftz&r%.m%?%ftMfe dna fcKmm&mfcK®m* «, m 

wo 00 / 55627 M*-wmTmmMftffim±W)ftft , 

WO 00 / 36145 8*-ft*tfi££&E#M2rJ*. efitlK4«ftI?l 

EP 1026259 ffl^-ft DNA Btf, ^6^1#«Mf**ttX^«l(!!l#ftT 

S$^f4#Me.l£$$M;i£ dna Sit, $M£4*#*/£i;fr&{£ffl3l®l£& 
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1ft m 45 »2/llR 



(3)£BJrt£ 

m^^ig^ : s : ^sSc^ : s : ^M^^^ii^ffi±w^m dna . 

® l(b)M*B<£* Cy3^iBWain:^i»jRSe«S!lWHStti4«I*, £fc 
1 l(c)&Sjj*g*8cgtf/t DIG &£&BI£g Cy3 ^iaWfttlt» lg G wjw 

s^DiGflT^wii^afiWiftsiEa. 

S 2 M^ajtifcS Cy3 &fcto*&M**£fM*M3*a«. 

B3(a)S^@SifcgCy3^iafi«IDNAWS^afiWlfll^ffl. 

S 3(b) JiS^ Cy3 **iS#J DNA ffifhttSWHSft DNA MSftSJt d lflft*£ 

a. 

(5)A#*|fcfira 
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% m & 



¥&M®m®m}iffiffl&M£®zn^%TyLttWM®ffi& ( shotgun 

screening) W fclffiiS flg^ 3 ft i£ I'J » »g * (high 

throughput) W#5£ffii4tib£4&7Stt4MS. 

a» dna) wn^stis.^. ai^ajtRrs^^jricJSfrflUfwstt. 

S/So ^— ^IHlfllWaJ J£Wfcffl|s|3lt*l^, R&frTi&T 0. 03MMMi^ii 0. 5MM 
W«l«aR3E*l«l, R*!&& nh.oh, 

^NH 2 sawir#f, s«*i^e*NH 2 isawNH40Hm-siBcfiiis:w. 
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mat, M&*£*m%m&&¥ittmttmn®.K&$Tm&m: mnm 
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T & if * T # b°p £1 * * £ S # W #r US S W D N A . 
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1ft m JB6/1 1M 



0. 05MM o 5pJffl-»:««7K?t«fc«**Z.««jR«Jt. RISfSfi™ 95% 
Z,gf (ETOH) ft>ifci£M4> 2 /hat. ^Jfflr^HflSTlcS^iJfeBfllSWX^Z. 

tf*^ 0. 4%jX~mtf} 0. 1M WSlfttt^ft^ (PH 5.0) 4 /hW, 

Bt^W-^tSTKiPWH'^. ST 60*CT*f AT 3M NH 4 0H jgft (PH 11. 0) 
4 J ii4/hBt„ T37-CT, mm lOOmM 1, 4-T-^-^7Xtf^Si (PH 11. 0) 

pTffl^ftiJig^oJt. ttaE'hft^tti^tl. 

jjMM^ZiMaMM^IMffiM±M^ dna 
tSTKinW^. BS^MT^J/B 95%etoh #&&Sd> 2 <|Mtt. ftffir&jSg 

(Sigma) , 0. 03%-?5fiRl (DMSO) #J 5 0mM$^ PH9. 5o 
«ttigttaW3R*Z,«&**i!S«^, JP^-^^tg7K^^ 4 ft, KH^ITM^l 
|g (Laminar Flow) + ^4mWSAhattR*Z.«*rjR«>tBP^rffl : F 

£»J 3 
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mmmgr^ 0. 4MM @|*tf W g^J^I MicroGrid II ( Jft g 

BioRobotics) , ^^ej^> ttS/h^ft^&Ki^ififci i J5f*j#watt 
tt^-tiMMT dmso BiBtt^»j^wsajsi. 

■T *fc£4& [ft 30%DMS0 / 

o. im mmmmm, ph 9. 5 mm^mwmm^y^ r^mj an 
nfjffl 7o%etoh ^^^si^^wji 2 mjawT*&£Hm*Tm& 2 

^£fiT#W0f£l«M£tt&tfife 2 /hflt, KBttE*^ 1M 

rag^*S/S5FflSS.ItBffJffl TBST*J}«(50mM Tris -HCl.O. 15MNaCl, 
0. 05% Tween 20) ?«Hfc0r&f!l MTCtt 3 ft, S W -&&t8zM5ife 3 ft, 
iaWflS^ 37'CTfi. 

&5&#J 4 

DNAft#lW$iJ&£&3i 

*Jffl±MBe«-W 0. 4 MM S^lttWS^J^g MicroGrid II ( $ g 
BioRobotics) , ftiTF 30%DMS0/SSC t 3 toSftRtfK^JR&tfKfti&ES 

^£i£0fl 2 j?r*J#WStt31W**£#WM«>tWiyi«l±tU«!l# dna 

±if, ^e5tJWf!lffl FluoriLink™ Cy3™Mt£tt&&M (Amersham) 

(1. 5M NaCl, 0. 5M NaOH) ilP^i^ DNA o >t W Pfl ft + . # 
J F£ffiT*&W& DNA &/t 2 §aiaft^l»iS$tt«?8[. ^TOd. 5M 
NaCl, 0. 5M Tris-HCl, PH7. 2, ImM EDTA) An & & M ft if . #^^Ti£ 
Wi£ DNA ^ 37lC*IM& + : Hi& DNA MR Stratalinker UV 

(Stratagene) ? 600 (X 100) »&5T. 8tT ftffi&ftftMftf ' 
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^^^M^^^^^ii 5 $h+. mm-ixm^nm^ dna i #£ri£ 4 

ft. « DNA 95%ET0H 1 #£r, Blgff 37 < C$*&«f ; H*. 

(5 g ) i-m-2-«*£sm (2oml) jaix^aa^DNA 

S^lttA 0. 2M mWl®\®m, 300ml, PH8. 0) 15 ft® . 

*!lJB-&l!ltS**D 95%ET0Hi«i£ DNA&tt, #RU5jbP W^FM. 

£»J 5 

flcJB#J5ftlSJJfjtiXWtt3i^a, Wffl Fluori Link™ Cy3™^Iij^ttS/S 
(Amersham) f&|& Cy3 t*i2#J§§#[£$!ftg 6 ( strepavidin, SA) , & 

t/t» igc Rm&mmmgftsk. mwm, fammmmmixm&mijR, m 

m FluoriLink™ Cy5™W.lM&fe&.&%kH (Amersham) $ij# Cy5 tgH2M SA. 



£»J 6 

jjflli&fflMia dna 

fSiltliftlS^fJiiXWAba^fe, *Jffl FluoriLink™ Cy3™ - dCTP 
(Amersham) f&l-fr^ffcSff-ftl Cy3 #i5#J DNA. 

£»J 7 

5 ^j^ws^ffl^TBftsajsfsgttw tbst m&mm c& 20 
m 25 n i) M%mm 3 ^j^w^^woaflit , b&m^ m$sT# 

fcEtf 2 /hut , 22X22MM SfcStfM&IHIJf . f'Jffl TBST 

i£»£>t 1 wj/b tbst mmmm^^m^ 3 k^bw-k 
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s£tSzRtti!fc4#:. =F 37VT=f L i&&mMto±®ttft, BfiJgflffl Gene Pix 400A 
tK-filft (Axon Instruments) AP WfiffilR^f SfiTC^i 1 B&St . 
&S£tfiJ 8 

jjflM2i&BMi5|5 DNA MM DNA ff)f 

#0>r£££Ji« (25%¥WcB, 5XSSC, 0. 1%SDS X 1%BSA) M£ 
»J 4 fKM&to DNA J£>tl#|H]*f 4 1 , £^ 42'CTi£Wi£ DNA 1 <Mtt, 

g^'Jffl 22X22mmM>tlIMi£C£l*io ^Jffl -RjSHSzKID 95%ET0H #tffci£(H] 
W. Mfsm^^M (3-W25%¥BfcJg, 5XSSC, 0. 1%SDS, 0. 5mg/mlH 

mmmMR o. 5m g /mi ±mmmmnm±m rna) 2 fgjijyjMP&ss 

#'J 6 ffiffl&to&WytmmZW DNA (0. 4m g/ml) . »^ 95*ct*pb^^w 
^^Ttffl^iSW DNA 5 ##&ffij5#gS^l*±#iPi£ 1 

J»iS^W»^ffl^TfiW dna fajgifc (#J 20 M 25 n 1) Aq££Mi£(yjJt4'. tF 

421CW«IS*#T. PS&i§Wi£ DNA 12JUB . B§jg»SMlft 

J.fiJffi 2XSSC ?feSfeiSCiJ«. ^iSTfOffi 0. ixssc ft&Mff 5 # 
M±i$lft#;MII-#:, If W — ^l^tSTKS^iSCfl^ 5 4 

£»J 9 

£MmMliM£i>fc£jg dna 

fijffl GenePix 4000A tUnfcitifc (Axon Instruments) ftft&Sfiffll 8 # 9 
#*iJ&M&«*W£*&<5Jt*l DNA #Elj5*'Jffl GenePix 3.0 &#ftm 

##T» gtffliifcfcfcl't'lSUI (medium of ratios) itggft&S, ^SIM 

Mi 

SI ia, IBS lC^Kfi^jliiflggAMj <&££;&) 2f« 
2gl?iJ: B-G (4«|MI!IIK) , 100ug/ml 
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^2#|: (Sigma B-4501) , 400 u g / ml 

% 3 B-ACH i^MWtBM^n (biotinamidocaproyl hydrazide) 
(Sigma B-3770) , 400 n g / ml 

% 4 n : B - ACHSE ( £ j£ St K B $ N-3SS«aKSSBcfiS 
( biotinamidocaproate N-hydroxysuccinimide ester) (Sigma B-2643 ) , 
400 y g / ml 

% 5 ?!J: B-WGA (itlfttt.^SF^Iilt Vector Lab B1025 S) , lOOmg 

/ ml 

% 6 ?!): A#£ IgG, 100 u g/ml 

m 7 ?ij : DIG-HSE dmS^ifejfS^ (digoxigenin) 3-0- 
-«St*B»-N-JS«Stfl91taEJKS. BM1333054) , lOOug/ml 
% 8 #J: & IgG, 100 u g / ml 
B 9#J: &MH> 100ng/ml 
BlO^iJ.- JPcPQGIAGQR, 100 u g/ml 

B 1 (a) : 1 M G / ml Cy5 *£ia£$7fl§6 

a Kb): 0. 5Pg/mlCy3^±^ge 

a 1(c): 1 / 5000 i|M*M DIG 0. 5Pg/ml Cy3&#ufIgG 

® 2 JJf^W Cy3 feiattW^J^ CKPLIPDTKPKIKD, tlMSIl^ A 5 

J (*£M^) 2Mg/mlilM2f§##. 

Jft&/8MDNA£*PCR#J&, Jaail^Jffl^iftffl* (High Pure PCR Product 

Purification Kit, BM) f£|f ftjitiM^iSfi^flS. 

13(a): ^F30%DMSO/SSC#jCy3^ia#jDNA, g£AM 

JlW«#4^o fflffiWr < S?+«feAb31^, ?3SDNA^>}-„ HtMlo. 2 

u g / ml. 

a 3 (b) : ft±&«i§1^#$tfJ DNA g£ A M J 4 fc. 

M 0. 4 n g / ml. ^Pl^^&SB. fjffl Cy3 tiufiltt DNA W DNA & 

iS Cy3 IS-iaW DNA 0. lug /ml. 

3$, ^S^iS^Wf iift*ASSaW.iRi!l, W±fa£5IMtt£ffl*i& 
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